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X > ALTERNATE PRESERVATIVES JPRQGRAM - PHASE X SCREENS 

A. Objective : To develop procedures and to conduct microbiological 
screens to evaluate nature-identical preservatives as replacements 
for and/or as adjuncts to propylparaben. 

B. Results : Previous Phase I shake-flask assays have been conducted 
with fi. coagulans as the test organism. However, in order to 
broaden the scope of this assay, two additional Bacillus species 
commonly associated with tobacco ( licheniformis and brevis ) have 
recently been added to this assay to more thoroughly assess the 
efficacy of the compounds evaluated. Based upon this, a Phase I 
shake-flask screen of ji-cyclocitrylidine acetic acid (p-CAA) was 
recently conducted using fi. gg flgyUh S and fi. licheniformis . Each 
organism was subjected to 50, and 150 \xg/ml 0-CAA as well as the 
standard 150 ]ig/ml propylparaben control. The results indicated 
that while both organisms were completely inhibited by the 150 
llg/ml dose of p-CAA, fi. licheniformis was somewhat (10-20%) leas 
sensitive than fi. coacrulans to both the 150 jig/ml parabens control 
as well as the lowest dose of ji-CAA that was tested. 

C. Plans : Additional tests will be conducted to evaluate the effec¬ 
tiveness of prospective preservative candidates against a variety 
of tobacco-identical bacteria. 

D. Reference : 

Tenhet, S. W. Notebook No. 8281, p. 115. 


IX. ALTERNATE PRESERVATIVES PROGRAM - PHASE III SCREEN S 

A. Objective : To evaluate changes in the organic acid composition of 
Park 500 SEL during lab-induced spoilage in 5-liter fermenters. 

B. Results : A modified HPLC procedure has been developed to better 
resolve citric, malic, succinic, lactic, formic, acetic, propi¬ 
onic, and butyric acids in fresh and lab-spoiled SELs. Lactic acid 
was observed to accumulate rapidly (4-fold over the baseline 
value) during the first 6-8 hours of spoilage. This was coincident 
with the drop in pH that is characteristic of this early stage of 
spoilage. The malic acid peak, on the other hand, decreased 2-fold 
during this same interval. A peak of unknown composition (reten¬ 
tion time » 23.85 minutes) was also found to decrease substan¬ 
tially (^10-fold) during this time. However, as the pH of the 
spoiling SEL rose during the second phase of spoilage, acetic acid 
was found to accumulate progressively while the peak areas asso¬ 
ciated with many of the other volatile organic acids decreased 
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(presumably due to their utilization by the bacteria active during 
this period). These methods are being employed to better define 
the chemical changes that occur during spoilage as part of the 
overall efforts of the alternate preservative program. 

C. Plans : Continue additional investigations of this type and iden¬ 
tify the chemical composition of the unknown peak at 23.85 
minutes. 

D. Rifgrea s e : 

Weissbecker, L. Notebook No. 8822, p. 35. 


ill. - ART S . TORACT STTOX 

A. Qfr jestiTS: To develop and employ methods to evaluate the micro¬ 
flora resident in tobacco materials. 

B. Results : Four and six-week samples of the five cigarette models 
prepared for the ART Storage Study (see May Monthly) were removed 
from their storage facilities and evaluated for microbiological 
changes. Additional samples were submitted to CX and ARD Personnel 
for physical and chemical evaluation. 

C. Plans : The final evaluation of these materials is scheduled to 
occur on July 5, 1989. 

D. References : 

Chadick, D. Notebook No. 8825, pp. 1-15, 17-32. 

Gaines, 0. Notebook No. 8690, pp. 126-128, 130-132, 133, 135, 
140-141, 143-146. 


iv. rnt mtH A mowsom ts/w *3 ?a x; swz s m . ^ . sctp t - 

e m C T QF NiyR Qga i 

A. Objective : Evaluate the effects of increased nitrogen via the 
addition of a model protein, amino acids and/or ammonium acetate 
to BuCEL/BrBW. 

B. Results : The percent added nitrogen was equivalent for each of 
the nitrogen sources used. There were some difficulties observed 
during the preparation of the CSCs; therefore not all of the 
prepared samples were smoked nor did all smoked samples receive 
four replicate smokings as is normally required in this assay. 

Although there were some exceptional circumstances surrounding 
this study, a preliminary evaluation of the data revealed that: 
(1) there were no significant differences among any of the 
controls; (2) all of the test samples were significantly more 
active than the controls (particularly the samples treated with 
the amino acid mixture); (3) test samples prepared with ammonium 
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acetate were generally the lowest in S.A.; and (4) at comparable 
levels, the addition of protein and/or amino acids to the BrCEL + 
BrBW produced IT CSCs with significantly higher S.A.s than the 
addition to BrBW alone. There were no statistically significant 
differences observed using ammonium acetate with BrBW alone versus 
BrCEL + BrBW. 

C. Plana : To expand this study by evaluating the effect (s) of addi¬ 
tion of sugars/amino acids complex to BrCEL/BrBW. 

d. ananas*: 

Thompson, L. H. Notebook No. 8731. 


v. S/jj JBffi STOPT. 7 89MBHE 

A. Objective : To determine S/H IT CSC S.A. from two fractions of the 
BuSl that have been subjected to reverse phase chromatography by 
M. Core and R. Izac. 

B. Results ; There were no differences among the control (BuSl) and 
the two test fractions. 

C. Plans : There are no plans to further fractionate BuSl using this 
methodology. 

D. Reference: 

Thompson, L. H. Notebook No. 8731. 


52 


Source: https://www.industrydocuments.ucsf.edu/ddcs/gjjmOOOO 


2022172780 



